To investigate the association of adiponectin and resistin levels in patients undergoing hematopoietic stem cell transplantation (HSCT) with the clinical outcome, including the occurrence of acute and chronic graft-vs-host disease (GVHD), non-relapse mortality, and overall survival.
Aim
To investigate the association of adiponectin and resistin levels in patients undergoing hematopoietic stem cell transplantation (HSCT) with the clinical outcome, including the occurrence of acute and chronic graft-vs-host disease (GVHD), non-relapse mortality, and overall survival.
Methods
We prospectively collected serum samples from 40 patients undergoing either autologous (n = 12; 10 male) or allogeneic (n = 28; 11 male) HSCT for up to 12 months post HSCT and determined adiponectin and resistin serum concentrations using enzyme-linked immunosorbent assay.
Results There were no significant differences in adiponectin levels (18.5 vs 9.3 µg/mL, P = 0.071) and adiponectin/ BMI ratio (0.82 vs 0.39, P = 0.068) between patients with acute GVHD grades 2-4 and autologous controls. However, resistin values were significantly lower in patients with acute GVHD grades 2-4 than in autologous controls (4.6 vs 7.3 ng/mL, P = 0.030). Adiponectin levels were higher in patients with chronic GVHD (n = 17) than in autologous controls (13.5 vs 7.6 µg/mL, P = 0.051), but the difference was not significant. Adiponectin/BMI ratio was significantly higher in patients with chronic GVHD than in autologous controls (0.59 vs 0.25, P = 0.006). Patients dying from relapse also had significantly lower adiponectin levels (8.2 µg/mL) and adiponectin/BMI ratio (0.3) on admission than surviving allogeneic (15.8 µg/mL, P = 0.030 and 0.7, P = 0.004) and surviving autologous patients (19.2 µg/mL, P = 0.031 and 0.7, P = 0.021).
Conclusion
Adiponectin and resistin levels were altered in patients with acute and chronic GVHD compared to autologous controls and were associated with overall survival and relapse mortality in patients undergoing allogeneic HSCT.
Allogeneic hematopoietic stem cell transplantation (HSCT) offers potential cure to an increasing number of patients with hematological diseases (1, 2) . However, it is still associated with substantial morbidity related in part to graft-vs-host disease (GVHD). GVHD occurs in around 50% of recipients and presents a major complication (3) (4) (5) . Severe GVHD is associated with reduced survival (6) and impaired quality of life (7) . Chronic GVHD (cGVHD) is one of the main causes of non-relapse mortality (NRM) and prolonged immunodeficiency (3, 4) . Clinical signs of cGVHD can resemble those of autoimmune disorders such as systemic lupus erythematosus, Sjogren's syndrome, scleroderma, autoimmune thyroiditis, and rheumatoid arthritis (8) (9) (10) . In 2005, the National Institutes of Health (NIH) defined the criteria for diagnosis and severity scoring of cGVHD (11, 12) .
Acute GVHD (aGVHD) is an inflammatory disorder that occurs when transplanted donor T-lymphocytes react to host cells and tissues that are recognized as foreign (13) . Pro-inflammatory cytokines like interleukin-1 (IL1), interleukin-6 (IL6), and tumor necrosis-factor (TNF)-alpha are up-regulated and contribute to the high morbidity and mortality. Importantly, macrophages exhibit potent regulatory functions in vivo with the help of T-cells (14) .
Adipokines are cytokines secreted predominately by the adipose tissue. They exert a variety of distinct metabolic, endocrine, and immune functions, both locally and systemically. Adiponectin is an adipocyte-derived secretory protein, which is an important regulator of inflammatory responses (15, 16) . In many inflammatory states, adiponectin levels are inversely correlated with pro-inflammatory markers (17-19). Overall, adiponectin exerts predominantly anti-inflammatory effects and suppresses the proliferation of myelomonocytic progenitor cells (20, 21) . Furthermore, it inhibits the classical pro-inflammatory function of macrophages, promoting an M2 macrophage phenotype (22) , and diminishing phagocytosis and cytokine production upon lipopolysaccharide-stimulation by interfering with nuclear factor kappa-B activation (23) . This is also an important mechanism during HSCT, as recipient macrophages contribute to GVHD by antigen-presentation and secretion of cytokines, causing the activation and proliferation of CD8 + T cells (24, 25) . Moreover, adiponectin reduces T-lymphocyte recruitment via reduction of interferon-beta production (26) . In a model of murine cardiac transplantation, adiponectin attenuated allograft rejection in major histocompatibility complex class II mismatched transplants (27) .
Another adipokine, resistin, forms an important link between obesity, insulin resistance, and diabetes (28,29). In humans, increased levels of resistin have been found in mononuclear leukocytes and macrophages (30) . Resistin has further been associated with inflammation in systemic autoimmune diseases (31) and might counteract adiponectin action with regards to macrophage function by promoting a pro-inflammatory state (32, 33 ).
An association between serum high-molecular-weight (HMW) adiponectin levels and cGVHD severity in allogeneic HSCT recipients was first suggested in a retrospective analysis by Nakasone et al (34) . However, they investigated HMW-adiponectin only and did not take into account that adiponectin levels inversely correlated with the body mass index (BMI) (35, 36) . We performed a prospective study to investigate the association of total adiponectin and classical inflammatory markers and the transplant outcome including the occurrence of aGVHD and cGVHD, as well as relapse and survival. Besides adiponectin levels, we calculated the ratio of the absolute adiponectin plasma levels and BMI in order to compensate for the fact that adiponectin levels are closely correlated with adipose tissue mass and body mass index (37, 38) . Whereas Nakasone et al (34) compared autologous transplant recipients to healthy controls (34), we compared them to allogeneic ones, in order to have patient groups with comparable toxicity profiles related to the administration of conditioning therapies.
PAtients And metHOds

Patients and study design
Between November 2008 and December 2010, we prospectively collected serum samples from patients undergoing either autologous (n = 12; 10 male) or allogeneic (n = 28; 11 male) HSCT (Table 1 ). Blood samples were obtained at the following time points: on admission (7 days before HSCT; T-1), on the day of HSCT (T0), during aplasia (defined by absolute neutrophil count <0.5 G/L; T+1), on the day of engraftment (defined by absolute neutrophil count >0.5 G/L; T+2), 1 month after HSCT (T+3), 3 to 6 months after HSCT (T+4), and 6 to 12 months after HSCT (T+5).
41 consecutive patients were included into the study. 1 patient died two days after enrolment and was excluded from the analysis, leaving 40 patients for the analysis. Patients were enrolled prior to the start of myeloablative (n = 26) or reduced-intensity conditioning (RIC, n = 14) for HSCT. Autologous HSCT patients (n = 12) served as controls. The diagnosis and the severity of aGVHD and cGVHD were determined based on the modified Glucksberg and NIH classification (11, 39, 40) . All patients received anti-infective prophylaxis as previously described (41) . This study was approved by the Institutional Review Board of the Medical University of Vienna. All patients gave written informed consent in accordance with the Declaration of Helsinki.
enzyme-linked immunosorbent assay
Serum adiponectin and resistin concentrations were measured using enzyme-linked immunosorbent assay (ELISA)
according to the manufacturer's instructions (Resistin and Adiponectin Human ELISA, BioVendor R&D, Brno, Czech Republic). Since adiponectin levels closely correlate with adipose tissue mass and BMI (37, 38) , values were additionally calculated as ratio adiponectin/BMI (42) . The reference range of adiponectin plasma levels is between 2 and 15 µg/mL (43, 44) and that of resistin plasma levels is between 10 and 30 ng/mL (45). Serum amyloid-A (SAA), haptoglobin (HPT), and fibronectin (FNC) were measured as classical markers of inflammation by nephelometry (Behring Nephelometer, Siemens Healthcare Diagnostics GmbH, Munich, Germany). NRM was defined as any death not related to the underlying malignancy. Relapse was defined as recurrence of malignancy after achievement of complete remission, with NRM as a competing risk. Cumulative incidences of acute and chronic GVHD were estimated considering relapse/ progression and death as a competing event. OS was calculated from the day 0 of HSCT to the day of death from any cause or last follow-up.
Normality was tested using the Kolmogorov-Smirnov test. Serum levels in patient groups were compared using unpaired t test in case of variables with normal distribution, otherwise the Mann-Whitney U test was used. Fisher exact test was used to test the significance of the association between two variables. Multiple linear regression was used to determine the relationship between two or more explanatory variables and a response variable. Differences were considered statistically significant at a twosided P value <0.05. P-values were corrected for multiple testing. The data are presented as mean and standard deviation or median and interquartile range. Statistical analysis was performed using SPSS 20.0 (IBM Corp, Armonk, NY, USA).
Results demographics
The study included 40 patients. Apart from sex and disease, there were no significant differences in patient characteristics between the autologous and the allogeneic HSCT patients (Table 1) . Women had slightly higher adiponectin levels and adiponectin/BMI ratios, but the difference was not significant (P = 0.053, t test) (34) (35) (36) .
Adiponectin and resistin during HsCt
Patients who received myeloablative conditioning (n = 14) had significantly lower adiponectin levels at T0 (11 vs 25.3 µg/mL, P = 0.028, t test) and significantly higher resistin levels at T+2 (2.9 vs 3.8 ng/mL, P = 0.029, t test) than patients receiving RIC (n = 14).
No other patient characteristic or clinical parameter (age, sex, BMI, donor source, HLA identity, stem cell source, and GVHD prophylaxis) had a significant impact on adiponectin and resistin levels (multiple linear regression).
Acute GVHd
Cumulative incidence of aGVHD was 64% (n = 18) at a mean of 21.5 (16.5-32) days after HSCT, including 67% of patients (n = 12) with grades 2-4 ( Table 2 ). Mean adiponectin levels in patients with established aGVHD grades 2-4 were 18.5 ± 9.7 µg/mL compared to 9.3 ± 4.8 µg/mL (P = 0.071, t test) in autologous HSCT controls ( Figure 1A , measured at disease maximum); mean adiponectin/BMI ratio in patients with established aGVHD grades 2-4 was 0.82 ± 0.3 compared to 0.39 ± 0.30 (P = 0.068, t test) in autologous controls ( Figure 1B , measured at disease maximum). Mean resistin levels in patients with established aGVHD were 4.6 ± 3.3 ng/mL compared to 7.3 ± 2.1 ng/mL in autologous controls (P = 0.030, t test, Figure 1A , measured at disease maximum). Resolution of aGVHD without later development of cGVHD (n = 7) was associated with a decrease in adiponectin levels to a mean of 13.2 ± 10.4 µg/mL (P = 0.037, Mann-Whitney-U test) and an increase in resistin levels to 13.8 ± 2.5 ng/mL (P = 0.033, Mann-Whitney-U test). Patients with subsequent aGVHD grades 2-4 (n = 18) had significantly higher adiponectin levels (23.4 vs 9.6 µg/mL, P = 0.041, t test) and adiponectin/BMI ratios (1.0 vs 0.4, P = 0.008, t test) during aplasia than autologous controls (Figure 2 ). They also had significantly reduced resistin until day 32 (the day of the latest aGVHD diagnosis) than controls at T+1 (5.3 vs 13.3 ng/mL, P = 0.001, and 5.1 vs 7.3 ng/ mL, P = 0.033, t test).
Besides a significant reduction in SAA (30.7 vs 145 µg/mL, P = 0.04) at engraftment and 1 month after HSCT, no differences in other classical inflammation markers were observed between patients with aGVHD grades 2-4 and autologous controls.
Except for donor source (related vs unrelated donor, 39% vs 61%, P = 0.050, t test) and BMI, no other patient characteristic or clinical parameter (age, sex, HLA identity, stem cell source, conditioning regime, and GVHD prophylaxis) had an impact on the incidence of acute GVHD (multiple linear regression).
Chronic GVHd
Cumulative incidence of cGVHD was 61% (n = 17) at a mean of 123 (range, 75-222) days after HSCT, including 41% (n = 7) patients with grades 2-3 ( Table 2) . Adiponectin levels were elevated in patients with established moderate to severe cGVHD (n = 17) compared to autologous controls (13.5 vs 7.6 µg/mL, P = 0.051, t test, Figure 3A , measured at disease maximum) but the difference was not significant. Adiponectin/BMI ratios were significantly higher in patients with established moderate/severe cGVHD than in autologous controls (0.59 vs 0.25, P = 0.006,, t test, Figure  3B , measured at disease maximum). No significant differences in resistin levels were observed compared to autologous controls or allogeneic patients with no cGVHD.
At the time point prior to the onset of cGVHD, future cGVHD patients had a significantly higher adiponectin/BMI ratio (0.9 vs 0.2, P = 0.032, t test) than autologous controls. Also, they had significantly higher adiponectin levels (16.9 vs 9.6 µg/mL, P = 0.042) and adiponectin/BMI ratios during aplasia (T+1) (0.8 vs 0.4, P = 0.038, t test). Patients with cGVHD also had significantly higher FNC levels on admission (33.6 vs 7.8 µg/mL, P < 0.001, t test) and higher SAA levels 1 month after HSCT (13.8 vs 4.9, P = 0.033, t test) than autologous controls. When compared to noncGVHD patients (n = 11), patients with cGVHD only had significantly reduced SAA at T0 and T+4 (9 vs 262, P = 0.034 and 5 vs 72, P = 0.010, t test).
Patient outcome
Overall, 13 patients (32%) died within a mean of 8 months after HSCT. Prior to HSCT (T-1), only HPT levels were significantly higher in all patients subsequently dying than in all survivors of HSCT (135 vs 82 µg/mL, P = 0.013, t test). From T+2 through T+5, resistin, but not adiponectin or adiponectin/BMI ratio, was significantly higher in non-surviving allogeneic patients than in surviving allogeneic patients ( Figure 4 ). Patient characteristics and clinical parameters that had an impact on overall survival in multivariate analyses were lower age at T0 (P = 0.052, multiple linear regression), but not sex, conditioning, HLA identity, stem cell source, or GVHD prophylaxis. Importantly, we did not observe differences in mortality, relapse, aGVHD, and cGVHD with regard to sex.
9 patients (22.5%) died within a mean of 4.7 months after HSCT due to relapse of their primary diseases. 4 patients (10%) died within a mean 14.5 months after HSCT due to causes that were not related to their primary disease (nonrelapse mortality, NRM; causes of death: sarcoma, infection, cGVHD, aGVHD).
Patients dying from relapse had significantly lower adiponectin levels (8.2 vs 30.4 µg/mL, P = 0.007) and adiponectin/BMI ratios (0.3 vs 1.1, P = 0.004) prior to HSCT (T-1) than patients experiencing NRM. Patients dying from relapse also had significantly lower adiponectin levels (8.2 µg/mL) and adiponectin/BMI ratio (0.3) at T-1 than surviving allogeneic (15.8 µg/mL, P = 0.030 and 0.7, P = 0.004, t test) and surviving autologous patients (19.2 µg/mL, P = 0.031 and 0.7, P = 0.021, t test). Throughout the whole study period, patients dying from relapse had higher adiponectin levels and adiponectin/BMI ratio than surviving allogeneic patients and all surviving patients ( Figure 5 ). Allogeneic NRM patients (n = 4) did not show significantly different levels of adiponectin, resistin, or adiponectin/BMI ratio from surviving allogeneic patients. No impact of patient clinical characteristics on NRM or relapse was observed (multiple linear regression).
disCussiOn
Our study was the first to show elevated adiponectin levels and adiponectin/BMI ratio in aGVHD and cGVHD and lower resistin levels in aGVHD. Also, patients dying from relapse had higher adiponectin levels and adiponectin/BMI ratio than surviving allogeneic patients. Adiponectin levels and adiponectin/BMI ratio were significantly higher in established moderate/severe cGVHD. These results are in accordance with the previous work by Nakasone (34) . Furthermore, we reported a predictive value of adiponectin and resistin during aplasia (T+1) for subsequent development of aGVHD and cGVHD, suggesting that a change in adipokine levels precedes GVHD. This has not been shown before and might reflect pathophysiologic changes that take place at a very early stage before the appearance of clinical signs of GVHD. We interpret these results as a stronger, probably compensatory anti-inflammatory response in patients with a subsequent development of aGVHD directly after HSCT (at T+1), probably due to more tissue damage following conditioning and a consecutive pro-inflammatory up-regulation of resistin and SAA (at T+2 and T+3) at the initiation of aGVHD. Considering the anti-inflammatory properties of adiponectin and the pro-inflammatory properties of resistin, this phenomenon might represent two phases of the immunologic state activation of the white adipose tissue during GVHD.
An important finding of our study was that adiponectin levels and adiponectin/BMI ratios prior to HSCT (T-1) were significantly lower in patients subsequently dying from a relapse of their underlying disease. While this finding might not necessarily be causally connected to HSCT, it may still indicate that adipokines are involved in a broader regulation of the immune response during critical illnesses, with higher levels probably having a protective role. However, since we investigated HSCT patients only, this statement remains speculative. Resolution of aGVHD was accompanied by a significant reduction of adiponectin and resistin levels, as reported earlier (34) .
The factors associated with improved overall survival were younger age and a normal BMI (18. . While older age is unarguably associated with a worse outcome (1, (3) (4) (5) , conflicting data have been reported on BMI (46-48). Since most of our patients had normal body weight or were overweight (BMI 25-30) at admission, our findings cannot be applied to obese or underweight patients. Therefore, we could not confirm previously reported higher survival rates in patients with a BMI>30 (49).
We observed lower adiponectin levels and adiponectin/ BMI ratios in patients who received myeloablative conditioning regimen compared to RIC. At present, there is no evidence if and how the conditioning regimen impacts adipocytes, the main source of adiponectin in humans. We can only speculate that myeloablative conditioning decreases adiponectin production by adipocytes or the adipocyte population itself. However, this observation might not indicate a causal relationship.
Annaloro et al (50) reported lower adiponectin levels in long-term allogeneic HSCT survivors with metabolic syndrome and higher BMI. Demographic characteristics of these patients were comparable to those of our par- ticipants, as were adiponectin levels. In this study, GVHD was not a predictor of metabolic syndrome in the subset of allogeneic HSCT recipients. Since adiponectin levels were inversely correlated with BMI but also were higher in GVHD patients with similar BMI, this finding might indicate that adiponectin is indeed involved in the pathophysiology of GVHD. However, Annaloro et al did not report any correlation with mortality or GVHD.
Adiponectin acts both pro-and anti-inflammatory, though most authors report only its anti-inflammatory properties. This makes the interpretation of the results particularly difficult: is adiponectin an additional factor causing GVHD or is it a key regulator inhibiting proinflammatory responses? Since in our study adiponectin/BMI ratios were higher in the non-relapsing and surviving patients, we propose that adiponectin has an anti-inflammatory effect during allogeneic HSCT. This assumption is supported by Katsiougiannis et al (51) , who demonstrated that adiponectin protects salivary gland epithelial cells from apoptosis in Sjogren's syndrome. Nakasone et al (34) , on the other hand, proposed pro-and anti-inflammatory action in GVHD.
Proinflammatory action of adiponectin has been described mostly in vitro (52) (53) (54) . Since recombinant adiponectin is very often contaminated by LPS (55) and its proinflammatory properties have not been described in vivo, we think that a relevant proinflammatory action of adiponectin in GVHD can currently be neglected.
The design of this study does not allow further in-depth investigation of the underlying mechanisms, so conclusions about them have to be drawn very carefully. The small sample size also poses a significant limitation, although the prospective design might counterbalance this. Furthermore, we speculated that adiponectin and resistin actions were not specific for GVHD, however we failed to provide evidence for this assumption. We cannot answer the very relevant question posed by Nakasone et al (34) whether high adiponectin levels in cGVHD are a primary or a secondary event. Another limitation is that we did not differentiate between different forms of adiponectin, since recent reports have shown that distinct isoforms might induce different effects in vivo and in vitro (56) (57) (58) . We confirmed previous findings that adiponectin levels and adiponectin/BMI ratios were higher in women (37, 38) . Since in our study the autologous HSCT group consisted mainly of male patients, adiponectin levels in this group might be lower than in a group with equal sex distribution. This has to be taken into account in further studies. Although we did provide data on survival, the primary aim of the study was not to detect differences in mortality. However, some results indicate a possible involvement of adipokines in the pathomechanism of relapse, which might be a useful basis for further research.
Our data suggest a distinct expression of adiponectin and resistin during the course of HSCT. In this regard, further research is needed to clarify our observations. The next logical step would be to correlate the anti-inflammatory action in GVHD with specific adiponectin isoforms in a prospective study. In conclusion, adiponectin and resistin were altered during the occurrence of acute and chronic GVHD and were associated with overall survival and relapse mortality in patients undergoing allogeneic HSCT compared to autologous controls. Both cytokines could have a role in the pathophysiology of GVHD and should be evaluated in further studies.
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